Analysis of vasculogenesis in Eto2 morphants confirms normal endothelialisation and arterialisation.
Alignment of Eto2 and Eto-related sequences in the regions targeted by the MOs. Sequence and in vivo characterisation of Eto2 MOs.

Figure S2. Analysis of arteriogenesis and vasculogenesis in Eto2-MO and Eto2-MO2 injected embryos, related to Figures 2, 3.
Analysis of vasculogenesis in Eto2 morphants confirms normal endothelialisation and arterialisation.
Expression of Eto2-related transcripts does not overlap with that of Eto2 in hematopoietic tissues.
Eto-related genes (top) and of the 5' UTR of Eto2 pseudo-alleles A and B (bottom); the target regions for the "ATG" MO (ETO2-MO) and "5'UTR" MO (ETO2-MO2) are highlighted in yellow and blue respectively. The MOs were designed to have 100% homology to the mRNAs transcribed from both Eto2 pseudo-alleles. The nucleotides in red are conserved between Eto2 and the Eto-related transcripts in the region targeted by Eto2-MO.
The Eto-related transcripts (Eto, Mtgr1 and two transcripts with high similarity to Mtgr1, namely Mtgr1-like1 (MGC68858) and Mtgr1-like2 (IMAGE 5156021), accession numbers are in Supplemental Experimental Procedures, section Probes used for in situ hybridisaiton) are not targeted by the Eto2
MOs. For Mtgr1, Mtgr1-like1 and Mtgr1-like2, the sequences targeted by the MOs are sufficiently divergent to avoid unspecific targeting effects. Of note, 5 mismatches are recommended to avoid unspecific targeting effects (Eisen and Smith 2008) . Given that only 3 nucleotides differ between the Eto sequence and the sequence recognised by Eto2-MO, the Eto transcripts could potentially be targeted. However, as detailed in Figure S3 
Supplemental Experimental Procedures
Laser Capture Microdissection (LCM)
Xenopus embryos were washed in 30% sucrose:OCT and 100% OCT. Individual embryos were then transferred and orientated in a cryostat mould filled with OCT and snap-frozen. 20 m sections (20) (21) (22) (23) (24) (25) (26) (27) (28) (29) (30) sections from the DA region; ~ 10 sections from gut and NT regions) were cut from the blocks in a cryostat and transferred to Membraneslides (Leica). The slides were stained with Toluidine Blue (0.1%) before microdissection. RNA was extracted from pooled micro-dissected samples using a QIAGEN RNeasy micro kit.
Real-Time quantitative PCR
Primers for both TAQMAN and SYBRGREEN PCR were designed using the Primer Express Software Version 3.0 program (Applied Biosystems). Details of primers used are below. PCR reactions were performed using TaqMan® Universal PCR Master Mix or SYBR® GREEN PCR Master Mix (Applied Biosystems). All results were normalised to levels of ornithine decarboxylase (ODC). 
Real-Time and standard PCR primers SYBRGreen Primers
Fish maintenance and morpholino injections
Fish were bred, maintained and staged as described (Westerfield 2007) . A morpholino oligonucleotide (MO) was used to target zebrafish Eto2 (Meier et al. 2006 ).
In situ hybridization, sections and image acquisition (zebrafish)
Whole mount hybridization was carried out as described (Jowett and Yan 1996) . An EST containing the zebrafish Eto2 cDNA (Acession number: CK693846, Imagenes, Germany) was used as a template to generate an Eto2 probe. DIG-labelled antisense RNA probes were transcribed from linearized templates using T3, T7 or Sp6 RNA polymerases (Roche, Burgess Hill, United Kingdom). Embryos were bleached and prepared for whole mount imaging as described (Monteiro et al. 2011) ; alternatively, embryos were embedded in JB-4 resin (Electron Microscopy Sciences) and sectioned according to the manufacturer's protocol. Sections were counterstained with neutral red and mounted in Pertex (Leica).
Whole mount photography was done on a Nikon DXM 1200 digital camera and Nikon ACT-1 software (version 2.12) mounted on a Nikon SMZ 1500 zoom stereomicroscope (Nikon, Melville, NY); sections were imaged on a Nikon DMX1200C camera and Nikon Elements software mounted on a Eclipse E600 microscope. 
Probes used for in situ hybridisation
